Abstract
Introduction
Sever fever with thrombocytopenia syndrome (SFTS) is an emerging infectious disease in China, South Korea and Japan [1] [2] [3] . SFTS is caused by a novel bunyavirus, SFTS virus (SFTSV), which is transmitted through tick bite [1, [4] [5] [6] . Shandong Province is the second highest incidence area of SFTS in China. Since starting surveillance on SFTS patients in 2010, 761 SFTS cases were reported in Shandong Province from 2011 to 2014 with annual case fatality of 12.5% [7] . Number of reported SFTS cases was rising and SFTS inflict areas was expanding from the initial 6 cities in 2010 to 15 cities in 2014 among 17 cities in Shandong Province.
SFTS is a hemorrhagic fever disease with fever and thrombocytopenia as the main clinical manifestations. The body temperature of most SFTS cases usually exceeds 38°C. Over 70% of the patients have fever >39°C [8, 9] . Patients often had headaches, muscle aches, gastrointestinal symptoms such as lack of appetite, nausea, vomiting, abdominal pain, diarrhea and hematochezia, leukopenia, liver and kidney dysfunction. The vast majority of patients has a good prognosis and recovered. On the contrary, some patients have a poor prognosis because of accompanied by basic diseases, older ages, the emergence of neuropsychiatric symptoms, bleeding tendency obviously and hyponatremia.
Those patients who had severe bleeding tendency and in critical condition might die of multiple organ failure [1] . The overall mortality rate of SFTSV infection is about 12%, ranging from 6.3% to 30.0% in previous studies [10, 11] . A sustained serum viral load may indicate that disease conditions will worsen and lead to death [8] . In multivariate analysis, the odds for SFTS were 2.4~4.5 fold higher with patients who reported tick bites or presence of tick in the living area [12] . Our previous results revealed that age was the critical risk factor or determinant for SFTS morbidity and mortality [13] . However, the mechanism of susceptibility to SFTSV is not clear. There is no evidence on the role of T cells in the pathogenesis of SFTS because SFTSV is a newly discovered virus. Most studies have focused on humoral immunity and innate immunity of SFTSV. We are not aware any study on T cell immunity of SFTSV.
The human leukocyte antigens (HLA) were the human versions of the major histocompatibility complex (MHC) genes that were found in most vertebrates. The HLA genes encoded cell-surface antigen-presenting proteins, which regulated the immune system in humans and were essential elements for immune function. HLA was highly polymorphic and was significantly different in populations in different geography, ethnic and race [14] [15] [16] . HLA determined the individual differences in susceptibility to pathogens or diseases. Studies showed that HLA was related to ankylosing spondylitis, diabetes, psoriasis and other autoimmune diseases [17] [18] [19] . It also correlated to AIDS, hepatitis B and other viral infections [20] [21] [22] , but the correlation between HLA polymorphism and SFTS had not yet investigated. In this study, we analyzed the frequency of three important HLA alleles and haplotypes comprised by these alleles in SFTS patients and healthy individuals to determine whether HLA alleles and/or haplotypes correlated to the occurrence of SFTS.
Materials and Methods

Ethics Statement
Subjects in the study were all adults. SFTS samples were collected for disease surveillance and disease diagnosis. Serum samples from healthy individuals (non-SFTS patients) who were volunteers of China Marrow Donor Program (CMDP) were collected for HLA matching. All samples from SFTS cases and healthy individuals were pre-existing relative to the start of the study, and were examined as anonymous samples. The study was approved by the Ethic Committee of Preventive Medicine of Shandong Center for Disease Control and Prevention (no. 2011-12). All infected adults subjects had signed a written informed consent document for collecting their serum specimen.
Study sites
All patients and healthy persons were from Shandong Province, which located in the eastern coast of China between north latitude 34°22.9 '-38°24.01' and longitude 114°47.5 '-122°4 2.3'. The province consisted of 15.50% mountain area, 13.20% of hill area, 55% plains, 4.10% depression area, 4.40% lake plain, and 7.80% other area. Shandong's climate was temperate monsoon types with annual average temperature between 11°C and 14°C, annual average rainfall between 550 and 950 mm. As of December 2013, the resident population in the province was 97.33 million. Han Chinese was the dominant population with 0.70% ethnic minorities in the total population of Shandong Province.
SFTS patients and healthy population
84 cases had whole blood specimens and were used in this study for HLA allele typing. The patient group consisted of 84 SFTS patients, who were diagnosed at local hospitals in 2013 in Shandong Province and reported to the China Information System for Diseases Control and Prevention. All SFTS patients were laboratory confirmed for bunyavirus, SFTS virus (SFTSV 
Data analysis
HLA allele frequencies (AF) were calculated and haplotype frequencies (HF) in patients and healthy individuals were estimated using the maximum-likelihood method with the expectation-maximization (EM) algorithm in the Arlequin V3.5 software. The frequency difference between the patient group and control group was compared using χ 2 test or the Fisher's exact test. The extent of correlation of HLA alleles and haplotypes between the patient group and the control group was indicated by the odds ratio (OR), which was obtained by Woolf 's method. A corrected P value (Pc) was further to be calculated with a bonferronis correction by multiplying the P-value with the number of alleles tested for each locus.
Results
Patient information
In 2013, 296 SFTS cases were clinically reported in Shandong Province including 85 clinical diagnosed cases and 211 laboratory confirmed cases. 84 cases had whole blood specimens and were used in this study for HLA allele typing. The 84 confirmed cases were all Han ethnic Chinese from Shandong Province including 7.14% (6/84) death cases. Majority of patients were from Weihai City (65.48%, 55/84) and Tai'an City (17.86%, 15/84). The remaining 14 patients were from five other cities. Patients ranged from 28 years old to 84 years old with median age of 62 years old. Patients' age distribution was summarized in Table 1 . Majority of patients went to clinic for treatment within 5 days (58.33%, 49/84) to 10 days (86.90%, 73/84) after onset of illness. The clinical manifestations of the patients included fever, dizziness, headache, nausea, vomiting, fatigue, muscle aches, cough, sputum and gastrointestinal symptoms of anorexia, diarrhea, and abdominal pain. The clinical manifestations of 52 SFTS cases with complete information were listed in Table 2 .
HLA-A allele profiles in SFTS patients
A total of 11 HLA-A alleles were detected in the patient group and 15 HLA-A alleles were detected in the control group. Six HLA-A alleles ( ) was lower than that in the control group (14.37%) and the difference between two groups was noted (P = 0.0341, OR = 0.54, 95%CI, 0.30-0.96).However, A Ã 30 did not reach statistically significant after Bonferroni correction(Pc = 0.5115). Other HLA-A alleles were not significantly different between the patient group and the control group (Table 3) .
HLA-B allele profiles in SFTS patients
For HLA-B, a total of 23 HLA-B alleles were identified in the SFTS patients and 30 HLA-B alleles were identified in the control group. The highest frequencies of HLA-B antigen specificities in the patient group were as follow: Ã 15 was the most common HLA-DRB1 allele in the patient group (20.83%) and in the control group (19.76%). There were no positive or negative associations of HLA-DRB1 alleles were observed between patient group and control group (Table 5) . 
HLA haplotype profiles in SFTS patients
Discussion
HLA are cell surface transmembrane glycoproteins and these glycoproteins can bind peptides from inside and outside the cells to form HLA-polypeptides; antigen presenting cells transfer the polypeptide complex to T cells, which stimulates T cell's differentiation and development, triggering immune response and adjusting the intensity of the immune response. Therefore, HLA determine the outcome of the infection of pathogenic microorganisms. HLA genes are divided into three categories: HLA class I genes encoded HLA molecules are widely distributed in the surface of nucleated cells; HLA class II genes encoded molecules are mainly distributed in the antigen presenting cells and activated T cell surface; HLA class III genes encode complement components. We analyzed the association of SFTS with human leukocyte antigens (HLA) because HLA correlates to AIDS, hepatitis B and other viral infections, but the correlation between HLA polymorphism and SFTS has not yet investigated. SFTS is an emerging infectious disease and has been reported in 23 provinces in China with most cases came from central China including Henan, Shandong, Hubei, Anhui, Liaoning, Zhejiang and Jiangsu provinces. Most cases (88.3%) are famers and the distribution of the disease is associated with geography [7] . Clinical symptoms of SFTS include subclinical infection, mild, severe and fatal infections. The mechanisms of pathogenesis of different clinical symptoms are not clear. In this study we analyzed the correlation of HLA alleles with the occurrence of SFTSV infection. We selected 84 cases of SFTS patients and 501 healthy individuals as control to genotype the HLA-A, B, DRB1 alleles.
Song et al. reported that A Ã 02 was the most common allele with a frequency of 28.86% in northern Han Chinese population [23] . Our results also confirmed it. The HLA-A Ã 02 has the highest frequency of 28.57% in patient group and of 27.25% in control group. But there was no difference between two groups. The results showed the frequencies of HLA-A Ã 30 and HLA-B Ã 13 were lower in SFTS patient group than in control group, indicating that HLA-A Ã 30 and HLA-B Ã 13 may confer resistance to SFTS, although no significant differences were observed after Bonferroni correction. were not detected in the patient group. A Ã 32 has a high frequency in the control group, but was not detected in the patient group. Similarly, B Ã 67 and DRB1 Ã 10 also had high frequency in the control group, but were not detected in patient group. The frequency of these alleles were not significantly different between the two groups and their [20] . We also found these HLA haplotypes were most common in the SFTS patient group and in the control group except for HLA-A Ã 33-B Ã 58. Through statistical analysis of the frequency of HLA-A-B haplotypes, we found that A Ã 30-B Ã 13 was less common in the patient group than in the control group (P = 0.0347, OR = 0.41, 95CI, 0.18-0.96) and the frequencies of these displayed HLA-A-B and HLA-A-DR haplotypes were not significantly different between the patient group and the control group by statistic analysis.
Moreover [27] . The specific mechanisms of HLA-B Ã 13 in different viral infections need to be further studied.
On the other hand, another three-locus haplotypes A Ã 02-B Ã 15-DRB1 Ã 04 showed strong associations with SFTS susceptibility(Pc = 0.0001).It suggested that this haplotype might have caused individuals more susceptible to SFTS. Using low resolution typing method, we preliminary showed that A Ã 30 and B Ã 13 might have negative correlation with the occurrence of SFTS. Our results have expanded the knowledge of the association of HLA genes with SFTS. Our study may be further expanded by increased sample size and using high resolution typing method to verify the correlation between HLA -A Ã 30 and B Ã 13 alleles and SFTS and identify susceptible genes. Currently, there is no vaccine for SFTSV. Our work tried to disclose the association between SFTS and HLA. Identifying SFTS associated HLA alleles will potentially allow to define the SFTSV epitopes that are restricted by the specific HLA alleles. These HLA restricted epitopes of SFTSV (especially CTL epitopes) may be incorporated into vaccine design to prevent SFTSV infection [28, 29] . 
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